1 9. 11 ^004. J 



H a # fF )t 

JAPAN PATENT OFFICE 



Thifis to certify that the annexed is a true copy of the following apphcatxon as filed 
with this Office. 

m m ^ n B 200 3^ii>^2ih 

Date of Application: 

ffi M « ^ 2003-392304 
Application Number: 

[ST. 10/C] : [JP2003-392304] 
Applicant(s): 




miE#-^ ffiSE# 2004-31220 



2003-392304 : 1/E 

mm.^-^] PSSA-15490 
[H^#t^^^«] C12N 15/00 

mmx'^mm] mMWHE-^w 6-4-102 
[^iS] mm 

['^B^Xiiem] 1-3-1 ^ 504 

imxxitmm] m-m^:^^m^^^2 - 1 7-3 :^v7^3->^-2 0 4 
[mwrx^mm} MMm^^^mM 4-31-7 

[|tSIJ#^] 502424492 

[ftSU^^l 502424469 

[ftBJfXiimi mMf|5:fc^E5^^2-l 7-3 :*v7^3-^204 

imm^] 502424458 

[^SIJ#-^1 503094117 

[ftSA] 

If^SU^^] 100089118 

[=^m-^m^^] 036711 
[^##^1 21.000R 

1 



aiSE# 2004-3122060 



#M2 003-392304 



1/ 



RNA i mtt<^M:^^o 
V^-CR T — P C Rl-i O^fiL-N 

t?^, ^ . 2 R N A i ^'^(oms^iimo 

1 Ic^m^ORN A i tS14<^fFflii:^^o 

R N A i ^^(Dmn^o 

/^-ib 7 (^v^i*ti')6^-:St^SBm<^RNA i ^^(OMISWio 

^J*f tl, «fi«JlB^J^:. ^&|B«6*Ii£^J*^tfRNA<^)|&m«:Pt5i;^J2PM^t 
. miB^69Se^Ji:-#^<^inRNAi:Lt^¥$^x^ffi«t'V*°-^J'-fcLT^m^Hl=&l& 

Sffi^K)IS^J=^^trRNAli*|-L-Cm i RN AStt^^-r^^^S)&^fFflBO**^i:-r*W 

miB V - ^ - <7)^m^*WlfO $ tL/c: ^-5:*^ 1" * > 
m i RNAffitt<^M:Si*o 
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RNA i fSl^iSitFin i RNAm'&<^Wfifi:^-^l^Ml-^ J:t3#L<t±. 
l;RNAi?S14i5J:W^mi RNA?S1±^Mi-^-«t75'^~-^'^^::^-St-^'^'J° '^^^ 
)^#lij3V^-C TRNAiJ ttiRNA Interferences /ifiRNAT^ i: *>v^^o Im 
i RNAJ ^±^ microRNAt/cti'T^^'nRNAfc ^)V^^o 

RNA^J{4> MPl«L/cV-a<ET-<7)#5ellMtffi|Wj)^-fe>'XRNAi:T>-^-fe>X 
RNA^^e>^^2 2^^RNA (double-stranded RNA> fd s RNAj tv^^) 
6<Fa'f5i^<^e«t»t?2b;&mRNA<7)ffi|WIg|5^^^«^i-;i.fcv^^?t*-e. 1 9 9 8^ 

(4, 1^3 0:^*W±<^*v^d s RNA=lrMrt-^^A-r^ ^ ^ " ^ J 

y^Xii i3 i -e 2 1 ~ 2 3 mmn(r>m^^ 2 2|:«|R N a (short interfering RNA> J^J.T \ 
s iRNAj i:v>^) 75^ [iS?L«M^-^'"^>^fl^«i4=^^^-^^-RN AT^^If»T'i J 
^t/O^^^tL. lig?L«tij3V^-C^RNA iiSfe^^lJffl-r^-iiOTtgt'feo-C^-CV^^ (^ 

NA14. miRNA (-^^^nRNA) tmtiiX^^^^ i^S^ffXU^. ^#fF:S:m5) 

° 10 0 0 5] . . X K 

[^^Jlffl'lfcit 1 1 Fire, A. et al.. Potent and specific genetic interference by 
double-stranded RNA in Caenorhabditis elegans. Nature. 391: 806-811, 1998 
[^^ff^XM2] Zamore. P.O. et al.. RNAi: double-stranded RNA directs the A 
TP-dependent cleavage of mRNA at 21 to 23 nucleotide intervals. Cell, 101: 2 

5-33, 2000 , 

m^^^XmS] Elbashir. S. M. et al. , : Duplexes of 21-nucleotide RNAs medi 
ate RNA interference in cultured mammalian cells. Nature, 411: 494-498, 2001 

[^jj^^jtM4] Grishok, A. et al.. The rde-1 gene. RNA amplification in dsR 
NA interference regulate expression of the small temporal RNAs that control 
C elegans developmental timing. Cell, 110: 513-520, 2002 

l^m^Xm^] Rhoades, M. W. et al.. Prediction of plant microRNA targets. 

Cell, 110: 513-520, 2002 

RNA iS{±«l^'fc/£ffi'&^«i#^tL^MT«^^o L:d-L. ^ ^ '^^^'■^^f*'? 
^,;5.it<5^(^#^«^i:ffira^rdsRNAi3J:r;^s iRNAti. tJfc ^ fc'^K^JT-R 
NAT#^*^^i-<^t^**L-C> m%mXiiM^^KMmVfz (2 1^*0) SI RNA 
<^7 0-8 0%t4RNA^»*=^^^^^v^c -tLl±. «?LS^-^'^^'^RNA i;^£fflvj 

{UfE#2 004-3122060 



#M2 003-392304 



2/ 



L7tm^> Mii:l-KX'oXmRNA(D^mii^X/^^^^j:t':^'m^j:^i-zi(). s iRNA 

[0 0 0 7] _ 

±f5<7)i^=&^«OT. RNA i misi^^m i RN A?Stt^:^«t::M-C- 

mm i: m^-r ^fztb<r>^m 

[0 0 0 8] 

^«55:¥^i£=S:l.V^^iL/io i-'fe5b*>> :^^mii. TIBRNA i ?&teOM:^i*:fei:th'm i 
[0 0 0 91 _ 

111 le^fi^SB^J '^'^tfRNAti^i-LTRNAit&tt^r^t-^ ^-S^^M t M 

RNA i ^g1±<7)fFffi::^feo 
-:;i,57- -;VpItg;5;MB?iJ^^-r'i) P C R 7^7 •7-^fc:'fI^^'»;t> 

«r-^tfRNA*. i>cR'f^4'r-njBmM(DmmKr=^-)i^-r^ mozfy^-^-^m 
[43 Mmm^^M^^T^)^^ mtm&ismmt-ii^<DmRNAtvxn^^fi^^m'. 

IB C 1 ] t;|B«<^RN A i ?S14oM:^-^o 

C5) ltriBI&^^>5^ te«^mm^/c{±mi&sm-e^^, ±IB Ci] [4 3 o 

[6] ^:i:$tL;2,mRNA7&W«l^«m:9-^^t'J:oT^if$tL^V^lS^J:4-ib'&i9. 

[53 (^)V^-ftL/{>^— :S4-IB^<^RNA i 7Stt<^M:&i*o 
[73 miB^S^i^S^*-^ tei:$tL;5»RNA7&«fFflii*i-a^a^^^^t-'tor«0if§tt^ 

V^;5>. ±|B [13 ^i-'b [53 <?)V^-rtt5&--'^i'lB«<7)RNA i ft'ttc^fF^^^o 
[8 3 fllB^fi^JiB^J'J'^ fFffi*t^^^:9-i=-:d^*-r^:^*@B?'J^fi^'5^*^^SB^J'^*'^ 

±fB [13 [73 OV>-rtL:6>-]®lrffim<^)RNA iM14<^M:^feo 
[93 i>55:<i:^>> ^fiUSS^Ji:. t(rlBS6<Jl2^J^r'^tf RN A<^l&^5rPt5-r^*^Pt5 

-mitt, mummw.mt-i^(DmRN At Lxm^^i^^^w.^-^"^- ~ ^ ^'^^^'^ 
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mmmmm^i^-^'^^mm^^tf r n a "life^i&m^.rt t'-et^t 

-r^, ±12 C93 T(>^h Cl 23 (^v^Ttt;6-— :Sl^lfi*<^m i RN AiS'tt<^M:&iSo 

1 i) . R N A i ^Stt ^ t± m i R N A mtt ^ ^« * - J ^ * 2 

=5:J:'^Pp1:b-r> -eEitc^ie^J^^fi^i: tr RN A i t&l^^ ^^fim i R N ArSftcOfFffi JWIR 

10 0 11] _^ , 

1. RNA i ^Stt<^>fF^ilfi:^fe. 

2. m i RNA^S14<^fFfffi:^fe, 

3. RNAT^<7)^6^^^SS^J^#:^^- 

4. RNA=F^^^C$-^^'i^*U>^^'^^^K (DUmum i^Bt:*r^ x 

5 2 v^^i^^^ r(Di^Wj^> 

J^^>^4LtJ^fi*J^:^^fi«J#i*'-^^'"^f^> BASIC METHODS IN MOLECULAR BIOLOGYd 
986);S^brook«b. MOLECULAR CLONING:A LABORATORY MANUAL. 1^ 2 Cold Spring Harb 
or Laboratory Press. Cold Spring Harbor. N.Y. (1989). ^^^^'"^ ""Jf/J ^ I:^^^ 

^^.^hm. ^±tt (1992) . mmi^'T-x^^^y v-T-y ^^mms]^. 2£t5;aSi! 

. i-3fet?*>. mRNAOBB^J^^iiLT/p-to 
[0 0 13] 

1. R N A i ffiti<^M:^S ^^^^^u^ T,^TA 

:$:^§goRNA i?S14(^W«i*-efi. ^^W^K^^tSm^^m^-J^ t:. R N A 

#L#;2.'KV^^' V:^-f-KT'*,tL{fJ:v^^^ S^^tt^Sr D N AT'*;?, 
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&}mm^=f-i±-^)^^^^-->'^'^'( ^ (FMScj tw^^-t^m^-A^^^) i^-r^^ 

(7)T'*^CtW* tv^o ^^^-tLXii. ^m-mtVXlt. fajx-t^pCI-n e 

it Tisrs. Ri^A=fW'omm^mmnmmum}^j:tizX'ox^m^i^fzmn^Mi^i 
T-^tL(fv^;i-^-5> '{)<7)T-^ j:v>o mk.it. wimmm^^^mutLxm^^^^'^ii^ sr 

^^□^t-^-, S V4 0 7°n^-:J'-. H I V • LTRya-t-iJ'-^ CMV (-y-^f h 
^7trn.>^;v>^) ^n^-^r-. H S V-TK-/n^- C AGT'n-t-^-^ t':** 

iRNA«^^. ttziis iRiiAmm^i-^^w.-r^mm^^x^^. «ii^$tt 

RNA im&^m-t=hi><Dtmn\^xmY^fl'ti^^j:ifm^tiii><^*^^^^ 

RNA i4te^>t-r-5>^^tt75^'l«v^|e^JcDl£ti-:^^i:b-C{±. #!lx.{f^ TIB r4. RN 
, TIB r4. RNAT^=Sr^C$-^^ -i^'U ^ F^^^^SS^J 

fifzs i RNAfS14=^*i-si^1455^'l^v^:9-^(^)RNA i?S'&=S:*^^X-W^liM>-t'5. 

tt:^ wmmmm^^it. ^i^^izRHAnm^^^^^-r^i^^^-^-^^^ s i R 

i^A(Dmm't<Di><DX^'^XiiX\i^L. tfzits iRl^A<7)Mm(D^l-^^^-f^-^^^ 

mim^j^^M^i^'^^^n^o RNA75--^^nTtg'fc^w.ti. m^.-e*oT'b^«m 

-e^bcjt:^) J:v>75^ /J?'S:< t tmRNA<^^^W*>tL^^#=lr'fitx.'rv^Sii:*^i-^ 
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(brosophilaSZ) ^ XXf^^^ V'^T^ S f 9 (Spodoptera Sf9) f^t<Dm^mm,CU 
O COS HeLa, C12 7. NIH3T3. BHK. HEK 2 9 3 . (Bo 

RNA im=^^-r^*^^ $,;2,V^{iRNAiigft<^®K«rfF^ffi^^-t*^'-e§^o RNA 

tt' Yy>7.y:z.irl^3>mm<r>^^^-!^mmm.^X-ii. RNAi^!^1±^*U-CV^ 
PGR (reverse-transcribed-PCR) i o T R N A<^%ma*ffilJ^L J: -pji-r^fe^^ 

li M&<jt'r^p^^nmm=f-iziB\:.xfy^^-om.^^^^> pcRo-9->f ^n^^J^J 
^^^i*! 0 0 0 om^-c^fzt^^t. 1 0 0 0 oao^^^f -^-oa^-a-^-^. i5 j:a»p 

^ffli/^-cRNA ifStt=^«fl5E-r*c:i:7&*-ei^M^^:^?£-^'«>^o :^mn<7)wmyjm- ^ 
tt^atfs^t:'* o T ^> . R N A i m^<Dwm ^mw^n^^t ^^^^^o j jS^f 

NA kiW<^^>^^T't^ bii^. mmtLxa,mmrj:^^t^^ttj:mm2^^f fr. 
^Aiz^ ^^m(ofmyj^(oiift Lv^nM^^^o^tcov^-c. ^hizMi^mzum-r^o 

^ i4@£^J^SS R N A7&n;0if^ tt/i76^S^^=lr R T - P C R *^''^"^^t^;i;^5?f 5^ 
ov^-rg^BJf^o te¥$tL/cRNAil**l^:«-r^cDNA*PCRl^^oT^^^ 

JpcR^kto^-^^e^j^a^^ti. ^6<jse^j(Z)ji»J:t^T^ru<^)^tL'PtLic. pgr 
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R N A Ur P C R«:btL, J: 19 M^^fFffi'Sr-t * CI T^^t? § *o 

& o 



iSrSK.^ (i n t r o n) J^'^' * ^ " ,7'/ " tf/^"" 

-f^y('zr--i&m^m (PAR (F) 1 -.primer annealing region (F) 1) ■a^m.<^^^^^rL 
^It y^'^-V^l^l-l^^A-nm«» (PAR (F) 1) WTSKtt^^': 

koS«E?iJ (target) t a r g e t^ « 

T«EKtt'J^t-;^:^9-f7-i:*tl£'-r*:^9'f7-*»S«« (PAR (R) 1 . primer a 
nnealing region (R) 1 ) *'»*ji4*fCV>ao 

tfc^OwSS'vTt.-n. (ar, Nvf-^^^-^b^-'-J ; .nternal contr 

r?cR f ragmen t 1) ^^-^o wzv^^t. w.mwm^^<D^^^^^nm\z 

ii£!J4t?n-;ULTfflv.;&PCE79^>^/>2 (PGR flagmen 

?SL PCR7^^^Vbli3J^^2ii2:^mDNA^cJ:»)«^|JTV.Jo PC^^ 

(PAR (F) ) 

;5,;^_„B:.®si (PAR (F) ) 

I^J^^'if ?.L^2f.^i-^J-C.i.. .>>n..JPAR (F) Ifr^J^I^J 

^^1^ PAR (R) l^c^fe*^^x•^>J:v.o 7^7- F^^-Y-^-^^Mis-r*^'^^-^ 

miE#2 004-3122060 
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(PAR (F) 1) (^rmi-ti. mmmm (target) 7&m^^it^^-cv^ 
;g>o m^mm (target) OT^^C^iU/^'-X7°7^-7-^Ii^JI&i-l.>^7-<^-^^^ 
€fi^ (PAR (R) 1) i^m^^ttLXx^^&o ^hl.z^(^rmMyi-^') A-y^i-)^ (p o 

Ty A) mn^m^^omsr^7r^^vcF.'7y^^>v2ii.mi^M<om<D='>'^^ 

-;Vi:LTfflV^^^:r-7^'>>l&1±st<Sd^ (neo) 7&m<J^aii:^^TV^^o P C R "7 7 ^ 

n - ;w i ^ >^i±i V iTi-n^iEMU I- -CgiJ^^lf o 

miB:^^4W^^ ^: ItrlBMMm^m^^ t ^ iviz^W^i^^ R N A =1: Hi L T 

itteS=^^TV^ P CR^9^-7-M)^;fHt<7)iE^JHT-->'V-r^ m^T^T'^-f -^-^Sr^ 



flS^ia^-C* o T ^> ^fl&^fimm-C*, oT^>iv>oRT-PCR«:^f^7t*li. f f 
^i5J:t>'^V (dT) ^^'fv-^/c{±7^^A^dr-ij-7-^fflv^TcDNA>&-!^^$ 
ii^ ^^^tt/ccDNA*ilMi:UTPCRlCif)DNA:*^~ifil'i$tt. Jite^riSm^fi^ 
tCfFW-i.-i:t-i: '5mRNA(^^:^^4TO-i:7&^'^tg-tr^^o iaS^-^-f ^PW'feifRT 
—PGR O'fifec^^^liiSllP^ t -C i v^o 

RT— PCR=&^v>TRNAi^g'tt=^=i^ffi-r^:^aii#i-Pt^^^'&^^**^ -E^Ux-t^. 
TRNA ifStt^Mi-^-'t^^'-^'^^o Mo:^fe(O^J^i^4l'7iN^o ia4{i. ^Tj^^ 

r iiiiii§nfcDNAS<7)W6*j^<b=^^L/c^oT?^t9. mm^'P cR^^ ^ i^m..m^ 
tti^^DNA* (pcR»*) ^^-To 1114 (I) K^^mmtwmnnMm^'^^^^ 

t=5:v^m<?)i^*«r^U (II) RN A i 

^4*1 IT (T) offlm^^tL, RNAirgtt^*i-^^i^*3J^25^j;:^^ 

[114 (II) ic^i-M(^J;^lcDNA<^iiiI'l>i>^'iltLTmtL;5.o ^ 
6<j|IK^^36-fb^^$tL<2>RNA=&^D»fL. RT— P C R<^#M**i«ii'^t/c^cie>-e«)^o 

J:i9. RNA i ^^tL#^^T-7&^mtt. 1 o(0»M^>'-e§T xifP C Rl^ J: oT^f, 

v>M (^/cJiPCR-f-^i^^i-^) =^i^i6^oXi3ltif. ^(Dmm-r:-(O^DNAm^m7E 
L. DNA«oM:&^^RNA i«'&=l:M't^^^'J>"^^^° 
[0 0 3 61 

;^KjiS^iJ^^tfRNA;6>'*J®f^tL/;^^S^>^^m-r^:^i*^L;^^^^-^-* 
iH?iJ i: -#<^m R N A t LTte^ ^ tL^&^g V*-- ^ - i: U * 3 

aiiE#2 004-3122060 
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[0 0 3 7] 

>j , tJ' - h U"C^x.{f> E G F P (Enhanced Green Fluorescent Prote 

in''^'{tm'^^%^>-''^^^) =5:t'<7)^7>'i^9rfi3|t^'fe^*^>^^°^®ilW- Disc 
oma sv.m^<Dm^^1ft^ >y^^Mmi^=f- (D s R e d) . Heteractis crispafe5feO» 
>^^°i^KitfSi^ (He Red) , 7 r ^- "7 7 ^ ;V v 7 ^ 7 --fitfeT- (Fire 
fly luciferase gene) > U z:. ^ )V y :^ ^ ~ ^^U=f- (Reni 1 la Lucif erase gene) . ^ 

[0 0 3 8] 

<75itv>7&5RN A i m^<7)umt LxKm^*^^ ^ n \z^^ - tv^o 

=l:^1-o instil ^J'-t vVii-'ttitfe^ (p u r o) =grJffl.^;Ji^ 

7^iflP^^^--e*;5.o ±»'b> ^^^-i5^-j3J:^f:3^>'^^>'■^^-- (pro/enh) 

C S) =^*t^ •T;v-^^n-^>^^-i?--f h (MCS) «:flJffiUT, UifiWM (targe 
t) isJitFtf'i-nv^i^vltttslfEi^ (puro) i)m^TLtihX\^^ho if^-nT^ 
'>y»^jtfS^<^T»SlC{±*°V Av^-^^v (poly A) -hm^^^f^-^^^^ o -^hK 
, ^f^4iyym'&M^'^ (neo) ii^^^tftXy^^ho 

m 5 !c4-t-ka^ - mmnnMB.'^^ t ^ . ^mmm^ t . mm^^ tr ^ - 

RNA iMte'Sr^-rSi^'g-lcfi. ^^fi^JK^J^-emRN A*«^®f$tL-C Lt ^ 7ti6 t°^-n 
-7 ^ V > 3 - K-r ^ iJ' > ^ K tiSIR ^ tLJfc o ^i^^ia {± n ^ - n V 

*JSIJt-S^^i*^'^^^o I2l5^::^i^ ^^-r-f ^/^'ii&ttslfe^ (neo) *m^T^tfix\^^ 

^ o 

[0 0 4 1 ] 

me^^^^m^^i^-ii. ]yvi-°-'^~tLXEGFF^m^^ttitz'^<Dx;^&o -r 
i ^^<Dmm {i> EOF? (Dm^M^^m^^ ;i t j: «) fx ^ ^ t § ^ ° 

^>:?^y:r.i^v^tifzmm(0}£^-u-^^'yyKX^m^ (ift^) **nrtg-e*)^o 

ffiS£#2 004-3122060 
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116 I'^-r^^^iJ' ^-l^fi^ >V^> (intron) ■i)m^i2^ti^fzy ^ "7 - K 

■fy^-^-MBmM (PAR (F) 1) , u/^'-;^^^^■7-M^B« (par (R) 1 

;5,3|t£li«:^T^ ^ t i^-C^&o tf i-o-r-f v:^»14afe^ (p u r o) i^ii^ ^ > > n ^ 
7!^-'ri^^^^^^^P AR (F) 2^J:l>'PAR (R) 2^^^^ - u 4 yM^^i^ 
T-I*l<7) 7 ^ -7 -^JB'fflit IJffl LTlf^-nv-fv' >ltttitfe^<^ R N A 5: ^fi L, 

10 0 4 31 _ _ 

(F Luc: Firefly Luciferase gene) tLTV^^o -T'Srt)*,. aWSB^'J (_ 

target) t^K-i^tLX^W^fi^itmiiZy r ^ -^-y v ^ )\^'yy -^mU 
^ {F. Luc) 75^m<^^i^:^^-CV>-l>o tfz. r tth f±SiJ lC^3^1iMit^iETl- ^- v 
;v V 7 i V - -tfa-fK^ ( R . Luc: Reni 1 la Luci f erase gene) tizX^^^^o 

t?*&;&* ;v->7ji7— b'T'^'-b'TtiRT-PCR J: »3 'Jiffl^^T-y-fe-Yfe-C^i?, i i? 

^ o 

[0 0 4 4] 

^'yBy^^<D\th'o%. wm(r>mmM.(n>\i^^^^ RNAttmm<^RNAJixa: (rn 

AW) coifiboi, pcR<^x>':/l/->fct-CSnx.ScDNAJ:<^{ff>^i^i^^* 
$-(a:;So ii^;!>-e. RNA i^Stt3ii**S^'^RNA*«®if$tLSfci6. RNAifg14^^^ 

^<^mm<^{^^<5ix RNAaaim<^RNAlRS (RNAW) (n>\th<^%. PCRO 
^^^^V,_l.i:txDn£'5>cDNAil<^tfbo§:&if=lr^CS^tfett^*^o "t^X^ i 

[0 0 4 61 

i^im^y':r^y^(D^mc^^ts%mm.x\x^ te^^tLS RN A:dWW*=Km^^i- 

10 0 4 7] ^ , V „ 

miE#2 004-3122060 
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nhnmmm^^ tc i ^ t /j.^ ^ < t ^ m r n a if ? j 2"^? ^ ° ^ 
m^. ±iB ri-2j xmmLfzu:^'--$'-^m^^>^^t-f)^X'^^o §kmmm<D 

iv^o '^x{f> :*:^BJ^fFffl^ftt'<t«5. fF«*«^^=-^^'R N A i m^TP^ '^^ v^S£ 

^>a-l't±. RT-PCRlcJ:;2,DNA<7)i«i|i. ^^^J^<7)^m i: V- ^ Sl^-CftJg-e^ ^2, 
[0 0 4 9] 

PAR (F) l*3j:l/PAR (R) 1 L/c^fi^JSe^Jt^^^ P C R 1 1±SIJI'> 

=iy\u'-)VmWmz'm^FAR (F) 2i3j:t/PAR (R) 2 (7)a<^'g-t.-^tti i ^ P 

c R =&fi^v^ ;^fi^@e^ijic#^ p cR(om^m^=iy vu-jumnum^^^ p c R(^iiij^ 

NAfftmm<7)RNAJlXi (RNAilX^) (Dtf"bo§. p C R Ox > :/ V- b t LTtjnx. ^ 
cDNAl:(?)tf^o§)5: >' ^/^V^l ^-^^^ XlEMit-t ^^Itii^X^^o 

AR (F) 2i3J:tfPAR (R) 2it^f7^z^ym^miil'^<^m^i'^t<DttmmL 
X. PCR-/7^-7-7&^^It$tL-&o 

^^^^m^Wi^a^^tfCfctiJ: n>' ^^-;^m#&^T-i:^il6g|&m^i-^^ov^T 
^ ^ 7 ^ -> 3 >mm<Dm^mm-r^ ^t^mv^j^^-tx.-') ,^.x^ v yvi^-^^om 

^^^^-=g:3>y^h7^V3>1-Sii:'5j<PCRtwJ:l9 fS^lcf^ii 

i-^'^J^L-'^ti^ m&iii^xTi\z7^-tjmii}fi)m^^f^^o m&\zm-mx 

jj.^";^g<j^^^:y.cfit-l^jL— n-v>f v^'Wi^itfe^ (pur o) **S.<^«-3stti.Ti5 «9 > ^ 
(^\/^'_n-7W'->>'iS-'aitf5^ (p u r o) ^'I'-f Vhn^ (intron) ^ PAR ( 
F) 3i5J:t;'PAR (R) Zii^mhiLX^n . >f ^^'-■f ;v=r >- h n-;vi: Urfflv^^S 

mfE#2 004-3122060 
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^-v: 11/ 



^tn'X'^^o me^^m-rm-^ii. par (f) 3^^-^ > huy-Am^^tfix\^^^o 
n is tt ^ iEm\:<oum t mm-xh^ o 

[0 0 5 4] 

n 7 i;^i-i?ijt?t4^ mmmm^=T-izu~^jv'yy:T^'^-^Am^ (R. Luc) ^m^ 

^tfSi-^l^ti. PAR (F) 4. PAR (R) ^ i5 Xlf ^ > Y u yii^W^^ h^X^.-^o \ 
[0 0 5 51 

RNA iffittt't-t-'S s i RNA> s i RNA*^mi-^RNA i 9-^£h\m7B 

t RNA i =^$ft^iE^iJt s i RNA<7)gB^Jt{±. IW] D^^Se^J tr^ft L 

1 >5r»lEH-C'R N A i 7&^'^ U (Z);6-=^M-r ^ - i: {±±ia<^ ^ ^PJf^fflE^Jh<^tS.^.;5^ 

^ h^tm^j:^ m^ra =£-^-r-2>^<^^fflv^^o j 
mm^^i!)''mt * R N A i f^^<Di'i^mmm i:mhi)-iz^^^t^^x^^o 

10 0 5 81 

2. m i RNA?&ttOffffi:^fe 
S/c. ^mmit. mi RNA?S14oMfe4>««-t*o 2i5:|S|??(7)in i RNAvSttOWflfi 

■^ma. ±mRBAi^^<Dwmy3mz^i>f^^^nm.mm^=?-tvx. miRNAm^ 

4.^=5: < fc^). «fi<J@B^'Ji:^ |tr|2^6^jiB^J^^trRN AO^^^Ptff'T'&l&^PSff^^t ^ 
mie^S«J@B^J i:-#<^mR N A t LTte¥$ tL;|,ffiSlc ^ - i: LT^mpr«6*l§ J 

3 _ }f gB^j J: ^-^tr ^ U iJ' :t ^ K"^*) S#e<J%^^9-?- 1 . t&IB^fi^Be^J ^ 

#tfRNAH^L-rm i RNAfStt=&^1-^>e'^S:*^M<7)^ai:i-2.fFffi^*»^i^i: 

|5IB;^6tHI^^W^e^@S^J*^tfRNA^II^-BXtg^Bm^l^l^«^b^ MsBV^ 

miRNAti, ^>/N'^®t'^iR:$^'&V-2 Oicm^<^RNAi:LT^'btt-CV^^o L 
^75-'o-C fF^tai^m^g-T-^: l-•C}4^ i5'>/N°iJ'SlcaiR$tL=5:V>2 Om^*<^RNAt 
^(i/sTlf^S^^^-r^m i RNAm^^^i:'35>'ffiv^^tL;2.o ^:f5. C<7)i;o^RNA 

o 

m i RNA{43EMiRPPflJ t LT^ffll-^ ^)COi:#x.'btt-CV>^/^cie>. m i RNAffitt 

aiiE# 2004-3122060 
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y^^-v : 12/ 



10 0 6 11 ^ ^ 

oT^iv^o tfz. m i RNAm<^M:frfti'*5V^T'{), R N A i ^S14<7)ffFtB:^fe<^* 
-a-iil^ttt-^ ^ >'^-:h;U3> hn-;vtcj:;S.^mvi/:^;viEm'fb (±12 fl-Sj #M 

tg5fcii^stj=sr=i- K-r^o RNA i mwmm^^ c 

±fa ri-4j #HB) t 'J>-e§:2,o 

[0 0 6 2] 

(b) 5' M^(D^m^. irT~ytfziii^hi^>x-$>^o 

(c) 3' ^m<7)7^^(Dm\]i^i3\.^r. Tr=-y. i-^>i^xr/^^i^}i^^-h^j:^mx 

(d) :^l^|gc;&^ afl)l&«tt=Sr^i:$-»ir-fi^RNA^#=Sr^i:^^-fr#*m-C*>So 

10 0 6 31 . , r.* 

fiDNA. RNA> D N A;fe i IKR N A<^^^#'& ^'stf51f - Ki-^^^K 
t'RNAT^'Sr^C^^'&^^^ie^^'J^^^J: <^^"^^-^**'^^^° i-'fe*?*.. RNA 

tiz xy)i^mnm "tm^x^^o ttz. ^w^mi^<7)-otttt^^^mmi7^^tLx^m 

LT^)J;v^o ^^M^'+'trtiJilB (a) Tb^h (d) O^IU^r^^f^-t^l^iB^J^^?- t 

[0 0 6 41 

^ISU (c) a. 3'^^&m<Dmmzrr=.y. ^^xf^-y-yn^ij^h^^m^^ 

ffiiE# 2004-3122060 



#M2 003-392304 



^-v : 13/ 



[0 0 6 6] 

(c) KmMi-^T!}^'S^^imm-r^^^ii^^-^i^^^^^<^ 7^m^o^tL<ii 

-2.^ a: 19 Stm^ 1 at ti 2 «m±^^ 3 ' *^1SJ<^ 7 Mm<r>mWK 3 

±-^t :}x;s> ^ a: 'J y i'x-^^ t^mhfz^^^m t Lxumir^ t. 3' ^^om 1 # 
tc3omtL/c:^^i^> ^lu (c) KM^i-^t^m-r^^t^^x^ho m^if. ^^JS 

7#Bt-eir3oJJJ.±mtt^:lttL(fU '7f-r'{i^:<. (c) ?r«f^ ^ ^ v> hflJif^ 
|[ 0 0 6 7 3 

^^^) tci5V>-C{i30(^7lc«^'^TO>&^'5^^$tt^<^l^*«fL. TT'-:-i:^5>aE7t{i 
'^>v';vi:Offiiifi^7lc«M^ (A- (T/U) tK*^^) lc;fev>-C{± 2 o(^7Km^;J^<^ 
Hi^h^j:*). -mizmoXG-C:^mm^i^nL. a- (T/U) Tfc**^^^^^^**^'^ 

Y) m&m^^ti)i>ziz^-r^:bs iRi^AXimmm^^^^xLtd^tiimhivx 

X^^o tfz. TRl{iRNAT*^^C$-ii:^K0l'i3V^T#l'tlJK$tt^'fc(7?-t?}i>fcv> 

s i RNA^m^t^-^mtLxcD^mmt. 2 ix^mi-^^t:^mi^^tL\^^o 

S!5*«t£tt'btL;S>o t-^^-^^yi''W±^mm2X^^^t^mMX^^o X^fzii^^X. t 

J;^a^tL<{±22mT. $<btc$ft L<i±2 OJiiJ«Tt?*»J. TESiiLTti. L < li 
13JJ)L± J: OSFt L<t±l 6jy.±> $ e>tc$f * L < « 1 8 m±X-*So ^€IE^J^*'^> 

Lv^^^^^^il 9t?^^o Ri^ A i <Dmm^mm^\(oi^mi±. i^-^^^-^^y^u^^ 
^^myj^i^x^^ RNA=^w^±c^^^mn^mif)XM^mmx^mir^^ti}-^m 

° [0 0 7 2] 

':$immmmnniomit. ±^<Di(km:^m^i: Jo^m^fif^^^^ni^f'=^'^^xRNA=^ 
m^^L^^^^') ^^i^t^v (s iRNA) <Dmmmn^^^i'^^^'^'^^'> s 1 

ffi|iE#2 004-3122060 
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^-i^ : 14/ 



i^^tfi^o :^^ms.m^nijm-cii. ±is (a) (d) (oMwnz'^'y^mun^m 

[0 0 7 3] 

-r-Si:. $fiL<fi8 0%m±. L<ti9 0%m±. $ lb L < ti 9 5 %T' 

S S e a r c h ^5: if ^1 tT&^-C^ ;S)o 

[0 0 7 4] 

v^t:efck<^w=#jK^^J^i-'^ t> ^ti-$tL^:^^@s^joMS7&^ ^fft L< (±8 o%m±. 

L<1±9 0%mJi> L<«9 5 %iy.Ji^*^tL/cI5^Ji:-ic-t;5. - 

*m±. L<{±1 8m^m±7!>^ ^m^ixfz^^w.mt-wc-t^^t^mtL^2 

-/N>'^^f5=^^tt^-tt^^ s i RNA4r«^i-S-t>>«.M**RW-$tL^o 
I 0 0 7 6 1 

9<?5^ks^5^ii3J:Z7:m^|^2 0:^--/^'-^^>^5'*S^^^^'5r^ s i RN A=lr»^i-*-*M<7) 

(^SS^iJ=^«e<jm<Si=-^-'b=it9^i-Wf J; <. tfc22^m<^«Mv-T^^-r;&^'a'i::{±> 
[0 0 7 7] 

is'f-tv. mi<^m.<^mmm-^^^^2<Dm^zm^^^ s i RNA'Sr^sti-^-^^'e^^ 

°t3^^LTlSt|-r^-i:lcj;i}. BifLSMlJA < ^ffi^lfg^: s i RNA<^i£tt>0-*^lgT-^ 
[0 0 7 81 

:Pffiljtfs^i:M#<^^v^aHS^t^ov>-Ct-eRNAT#$r^i:$*^v>j:^tr-rS7ti6 

tbiE# 2004-3122060 
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^-v : 15/ 



10 0 8 01 

*2:$:®'i^U^i^V^^mitfet'J^''^®^^^^ 2*M'i^'>l ^ KtiRN Ate 

X ^m^^i^^^tybmt LV^7&^ -«5tlDNA=g:^tfmfiS5*-';5? l/r^^K-^^oT^ 
iv^o igBt-DNA=l:^tf^><^'J) s i A<Dm.^i^'^>^^o tfz. :^^m 

mh<om^KXfnf. s i Ri^Aim^&otfzimmm^'Ti^y^v^)-^ mn^^) 

[0 0 8 2 1 

*,^). it9$f^ L<{±2 0- 2 2. it#i;«ft L<t±2 IT^^^o 4:^^, ^"^''""'^-^t?, 

:^*m2-e«^$tL-& s i RNAti. PilL«-e^>m«tt*^i:^-*1-l-iS5t^-^RN A 
T^=^^D$*^ s i RNAfc LT§fiit?*>-2.o 
[0 0 8 3] 

iLt»Mi:bT^^P*=^^^""^-^^RNA=lr'^^L. -^Ic^ R N A «r 2 :4t|Mbi- * ^ 
ifO^ftlcJ: *)>g-fiK-r^c: h^^T'^^o 

v-?^W^^-rt. RNAT^<^^6^il<^i^<^^»@2H4'^^^Ji|fi (a) H^h (d) 
itLS, ±IB (a) (d) 0=lIIJi;=e&9^^12^Jtffil^'5:^*SS^J^3' fJl^J- 

1S^J(03' ^m^ir-^^-^s-ycr^^m'fXI^^^^. ^m.<r>m.^m''\ 5-3 0-e^s 

NA^^*^l^^-**?i*<^?S^^^'J^^ l^*"^ K-e^-So 
[0 0 8 51 

tiifE#2 004-3122060 
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^-i^: 16/ 



[0 0 8 61 

wm^mi^m. ifi^j^it:^^ tfzkt2mm')^^^^f- k (on^um i ^^{^. r n a 

[0 0 8 7] 
[0 0 8 8] 

^fi^JjtfS^Ofl^^.t t-C{±. In vitro. In v i v o (D^^irM^tfl^ o 
[0 0 8 9] 

m.mm-^^-t ^^^^^ ^-^i'^UL. Me<)itfe^^ ^^-r ^ mmp^ i^SA-r ^ 

[0 0 9 0] 

[^Ml 
[0 0 9 1] 

[0 0 9 2] 

mmmii 

1. ^agna^^'^-p TREco#^ 

p CI - n e o (GenBank AccessionNo.U47120, <DCMY^>^^y^- 

miE#2 0 04-3122060 
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^-v: 17/ 



Ko z a k) . m&Ot^j:^ 2 3:^^^:ti£^Ji5' n-->ir-9-^ h (target) WB.^ 
^^(Dfzib(DUm.m^ (Nhel. EcoRI^ Xhol) eftSS^J^^-t-^TiB*^ 2 
11^ U 3'v-=^>^^Lf^o 2:^m^'} =r-v-{iiB?iJ^(7)@5?lJ#-^l JC7p-t-iB^Jt'e<7)ffl:m 
6<j«r|5^Ji:*»lb*So -^fiSt L/; 2 U rT-^-igrp C I-neo<^NheI> Xbal 

■y-'f Mc#XL> ;iia<J^^-«^i5'-pTREC*«^L/i (SIS) o =&ib% ^ >bn>'{i 

, p c I - n e o izmw^hm.^^tfix\^^^ ^-i^^^>^^<o^ y yuyU^^M^^ 

5'-gctagccaccatggaattcacgcgtctcgagtctaga-3' (I£^J#-f- 1 ) 
[0 0 9 3] 

( 1 ) 1^%m^^(0 :t.{7=y^> 

2 i^'K'^\y-\-(D\'K^fz^\:.^ . 2~0. 3 X 1 0^ c e 1 1 s<^H e L a«=lrt 
1 B^^-Lipofectamine 2000 (Invitrogentt^) =S:^V^-C. =.:u7 )V\L\^fz-b^^-Z 

10 0 9 41 

(2) Ma(7)IlIJRi5iy'mRNAco^g 
h 9>y^-7jii5' V3 ><7>1 0f^, M4:|bI1RL, Trizol (Invitrogen=r±t^) ^rfflv^T^R 
NA^fflffiL/::o ^<^RNA 1 0 0 n g^fflv^T. pJ- V a' (dT) ^^V^ v-<k L. Sup 
erScript II RT(InvitrogenttM) i f)itte¥LT c DN A^^j^jS^tro/io 3> hn 
LT. iie^^^^llp£^:v>^>0^ffljtL7to ^ibtt/c c DN A<^ 3 2 O^S-cTJlfi 
^ P C Rx^T'V- b i: SYBR Green PGR Master Mix(Applied BiosystemsttSJ) ^ffl 
V>T. 5 0;« 1 OKf5m-e^:Se<jPCR^^fv^. :^WmRNA (mRNA (T) 
) ioitF, hn-;vt LT pTREC±co^-:t-7^->>ji-'I4a:fe?-t::fi*1"^m 

RNA (mRNA (C) hl^^-^h) ^^^tfco ^1:6^ P C R 'J T;v^ ^ ^ 
^i^-^SABI PRIZM7000(Applied Biosystems=j±i^)«:fflv^ mRNA (T) <^5fel:l*t±"/ 
^^^-^T (SB^miB^m-^ 2 . 3) . mRNA (C)' OfeilCli'T'^ ^ -^-i* C (Se 
^J^@E^J#-^4. 5) ^•^-tL-rtt'ffifflL/io 
[0 0 9 5] 

aggcactgggcaggtgtc (@£^J#-f - 2 ) 
tgctcgaagcattaaccctcacta (SB^J#-^ 3 ) 
[0 0 9 6] 

atcaggatgatctggacgaag (K^J#-i- 4 ) 
ctcttcagcaatatcacgggt (lE?!J#-f - 5 ) 
10 0 9 7] 

lII9i3J:U^IEIl Oi'. PCR(0^^^^i-o I19i3j;l/1 0 Mt^-etL^'tL<^P C 
R^t>S<^'(t^> ;S$llHPCR<^-'?-^ i5'>'Hal^«:i: ^^^7 7 iC^Lf^ ^> 0-e*^o 
■7>f->>1B-'ttjt^^<^*'^. I? cDNA«r'^^t/t'b<^ (+RT) ^ 

^^^^^^Jnx.i&v^a^' hn-;v (-RT) T% #P,tL/c P C R»<^Jiilii<^^{i:/J-^ 
■Qf^ (^19) o -tLJi. cDNAO^^'b-f> mi*HC^c>TV^^^^^'-^,PCR<^» 
Mt^o-Ciiilil^tL/tiii^^l-o 'mi. ^fi<J@£^JmRNA-e{±, iife^0§^«:^JnL/w 
(+RT) t^inL^v^J^^g- (-RT) i:tcJ:*M*-':;>c§75-of^ (HI 0) o 

h n>>{»«^*$tLyt:mRNAt::S5^i-^ c D N A75^5^$6<Ji'^'l'i^ tt^-:^. h n 
10 0 9 8] 

3. s i RNAtc:j:;5,«p6«}mRNAO§I^WJ 
(1) y^'^^i/ 9 — .<oMie^J<^)^'D--^^ 

ttJiEiNF2 004-3122060 
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^->^ : 18/ 



\iV\£^>^> (VIM) ilfS^CRefSeqlD: NM_003380) ri- K^itO 8 12-834 

, 3 5 - 5 7 {zmm-r^Mn'S:n<7)M^tLfzo ^i^h<nmm^^v^coRl. ihoKom 

^fliilB^J V IM35 (VI MO 35-57 t^fflS) 
5* -gaattcgcaggatgttcggcggcccgggcctcgag-3' (iE?y#-^ 6 ) 
[0 0 9 9] 

MSe^JVIM8 12 (V IMOB 1 2 - 8 3 4 HffiS) 
5' -gaat tcacgtacgtcagcaatatgaaagtctcgag-3' (iS^J#-^ 7 ) 
[0 1 0 01 

#ibtL/iM@£^J-7 7:5''p« :^ K^M^t::*'5>EchoRI-9--l' h i5 J; tmoJ-if h^flJ^LT 
, p TREC<^EcoRI, Xhol^-f hPel^::, mfz^£U^W.¥\tVXi^X2-=.>if\^^ pTR 
EC-VIM35, pTREC-VIM812 =Sr«ll L/Co 
[0101] 

(2) si RNAiT^'f^M 

mmwMv I M 3 5 (is^ij^ifi^j^-i- 8 , mil) . mmwMY i m 8 1 2 mn^^ 

9. HI 2) . 3ltF3>ha-;w@a^J (siContoroU WM^^ I 0. HIS) iz-tfi^f^ 
rnMir^ s iRNA77^^>h ^-g-fifeL, T--'; y^LfZo T^s i RNA<^#@e^J 

[0 10 2] 

< siVIM35 5' -aggauguucggcggcccgggc-3' (@B^Jfl'f"8) 
[0 10 3] 

s i VIM8 12 5 * -guacgucagcaauaugaaagu-3 ' (IB^J 9 ) 
[0 10 4] 

[0 10 5] 

siControl 5'-cauucuauccgcuggaagaug-3' (iS^J#-^10) 
[0 10 6] 

(3) ^mmB.^<7)}-y>:^yaLi^'y3> 

2 4:r:-:^ly'-h<Di:^^fz*)izO. 2~0. 3 X 1 0^ c e 1 1 s <^H e L aiBJia?:^ 
1 H^tCLipofectamine 2000 (Invitrogenttia) =S:fflv^T, -^-a-T )l^izLtz-A^'^X 
0. 5/ug<75pTREC-VIM35tf^f±pTREC-VIM812i:, ^ti^fKDY 
I Mfi5fciE?!jt-'ffi^-t'S 10 0 nM<^ s iRNA (s iVIM35. s iVIM812) 

^m^izv'7y:^y^^ YLfzo =iy v^-)^mmzit. o. 5 ;« gop trec - v i 

M3 5 ti^itpTREC - VIM8l2tl00 n MO;V-> ^ 9 --tf jt-Ki^t-^t-f ^ s 
iRNA (siControl) ^m^z h y h LfZo 

[0 10 7] 

(4) mm<7)m^ XX/mRl^ A<D^m 

b7>;^7jc^->3 ><^1 mM^mUL. Trizol(Invitrogen)^fflV>T^RNA 

^mmLfZo Z.<DRNA 1 0 0 n g=^ffiV^T. :^ 'J =f (dT) ^grT^^-f-r-t SuperS 
cript II RT (Invitrogentt^) 1,ZX ^ jt^^ LT c D N A =^#/Co tfbti/c c DN AcO 
3 2 0^(^ lfi^PCRT•>7'^'-^fcL'^ SYBR Green PGR Master Mix(Applied Biosys 
temsttSa)^fflv^T. 50 m KOBLfB^'^^^^ti^P CR^^^. WMLX ^ t-T^^^Y IM 
fi5^<^S2^J^'^tfmRNA (mRNA (T) t^-f"^) ^ XXffiU^ > V ^ - )^ t LX . 
p TREC_L<^^-:a-'7-f '>>jB-1i4^^^l-fi*i'<&mRNA (mRNA (C) t^-t^) 
i^S:L'fzo 

[0 10 8] 

5cg 6<JPCRtC{±V7;V^'^A*^:5'U> V^M^l PRIZM7000 (App 1 i ed B i osys temstt 
$!l)*fflv>. mRNA (T) o^fii'tiT^v -^-JtT (ie^J^@S^J#-f- 2 ^ J: 1/^3 ) . 
mRNA (C) <D^Mizi±:/y/C7-MC (iS^miH^iJ*^ 4 ;B J: 5 ) Sr-etL^tt^ffl 

miE# 2004-3122060 
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^-y : 19/ 



L/co nhfifz^firfL(^mRi^A(Dm<oit (T/c) i:mm mmmRHAnnA (% 

) ) t LT^7-7ll^L/c (H 1 4) o 

/Cit7&^^^L< Wo/io V IM8 1 2 SI RNA '^^^ f JJ^Jl - 

fc^^TK^tL/- VIM35 s i RNA*^)*'^. T/CltJi3^hn-;vh{5l?R 

Imx^llfzlt^^h. VIM3 5(^lB^J^::t±RNAi^^^n^i:^if*v.c:^:*>'7I^^tL 

[0 1 1 01 

C^ife^J 2 ] 

1. s i RNAt3J:*rtftttlf> >^>'<^f&Sl«'^ 
2 4;^7"lx-h(^i;^afeyi^)i'0. 2-0. 3XlO«cells (DReLzMmj 

T VIM?^-r^s iRNA (s iVIM3 5t/.(±s i VIMS 1 2) ^^^^^^^^ 
nlXsVRNA (si Control) 1 0 0 nM. > ^ 7 v a >^^<^ - > 
>o-;vi:L-CO. 5;zgOpEGFP (Clontechttii) ^iWl^ir h 7 7 hb/c 

[0 111] 

(2) rt^itltlf ;^ >"f->'mRN A<75il!l^ ^^r> 
b7^/>?.7:ci^~>3 V<7)3 Hf^. m^HIJRL. Trizol(Invitrogenttm)4:fflVjT^R 
NA^ttffiL/Co ^c^RNA100ng=S:^V>-r. ^ '^J^// J ) ^ ^^^^^^^ 
perScript II RT(Invitrogenttm) «^^LT c DN A^^RjS*fr^-=)/^o ^-b 
WccDNAm%*^MtLT. e^>^>tc^-r^-/v>f J-VIM-F3-84. V 
IM-R3-2 7 4 (15^J#-^11> 12) Irfflv^T P C R =SrfTo /co 
[0 1121 

VIM-F3-84 ; gagctacgtgactacgtcca (l£^J#-f - 1 1 ) 
VIM-R3-274 ; gttcttgaactcggtgttgat (ifi^J*-^ 1 2 ) 

J^^i>Vn-;va:LT. ^-T^^>tC^^*^9^-7-ACTB-F2-48U ACTB-R2-6 
64 (i^J«^l3. 14) =^Mv^-CPCR=^1fv>, ^^y^)Vm<D -7 ^ ^> ^^^^ 

[0 1141 ^ 

ACTB-F2-481 ; cacactgtgcccatctacga (I£^J#^ 1 3 ) 
ACTB-R2-664 ; gccatctcttgctcgaagtc (1S^!I#-^ 1 4 ) 

TlM0mRNA^^^i:^0M^^>l^f.^^^^t-CV.^„ ^ ^ YP^- 
VIM mRNA^rPf1J-r§/c<0tiML-C. s i V I M- 3 5 =Srfflv^/c^^«t5^ R 
. NA i ^^^^^^J^d^^'^-o 

«BflaOT*PBS (Phosphate Buffered Saline; 

mSE#2 004-3122060 
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^-v^ : 20/ 



tLX^.^:h^^i^mitiimi^X^.^^U^r^^^o E G F P is J: U^'Y e s liov^T ti WO 

ux'i>mmm'7)^mi)mm^i^tzo sicontrou siviMs s^jau^jm 

tL/Co -is. s i V IMS 1 2 ^mXhtzmm-Cii. siControK si V IM3 

5^mxLfzmmr^it^x^it^mL<m^^<:>fzo ^(o^^a. s ^ v ims 1 2icj: o 

/;it^^-t-i<^T?*«9^ s i VIMS 1 2t±I*lffi14t^^>'5^>mRNAH^>RNAi^ 
ttmos i RNAc^RNA 

[0 118] 

[H 1 ] ^Kl%^^T-<75-'^J%/3^'riII-e*)^o 

[US] PCR7^^->« > > 20fflJ^7r:-t'Il'C^*o 

[1141 PCR"9-^^>'Vt PCRm«^<^P#=2r7i^-rillT:'*;5,o 

'^[l 6 ft 5- iS' - i: LT E G F P 76^.^^^^ ti'/^^«»l&^^^<^*^ tr^-f ll|-e* * 
liasl «fK)^^-<^^-pTRECO«it«r7Ki-Elt?JJo 

II1I9] ^*fe'Wii«^2. (2) Ki^if^f2.^-^-<o-yj^'^yy^yi:nt^^xr 

■^^ >$tt-Cv^;&v>*§^<7)P CR<7?^m^7]^i"lii"^^*^° . ^, 

[HI 01 «^!11<^2. (2) t;i3tt'5><^2. (2) lC:fc5tt;2.7;7^-7-0-;^^- 

^> huy^^t^j^xr"^^^ y^iLX^^^m^<DF CR<Dm^'^yi^irmx$>:ho 
[Hill siRNA:siVIM35<OlB3nji5J;)D^«at«r7F:;rilI-^*^o 

[0121 siRNA; smmi2(DWMi3Xz^mTk^yT^J'^x^^o 

[^131 siRNA ; siControl<^@S^Ji3J:t^#at^7K-r^5'*^o w,^^-^ 
[01 41 siVIMS12;fe<tt;^siVIM35<0;V->7^7--fe*afe^^t^M1-^RMiMS«:7PT 

"^^1 51 siControK siVIM812^ J:tKsiVIM35<^5l:f ^ >'^>^^*fi"^RNAimS:^-r 



[0161 jL^^'fe<^^:i:=Sr^-r0T'ab^o 

m^<DU^] 

[0 1191 

pro/enh :f n^-^J' -/Jiy^^NV^- 
PAR y^-f ■^-^fS'^:^ 
target Utl^Wm 
MCS n -If ^ h 

poly A Av^^-f ;vSe^J 
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Kozak n-r-y^^lB^J 

Kozak+ATG a^' -y i^m^i^ J^X/AT GWM 

n e o V ^-Wtt-ilfS^ 

p u r o t: j--n-7'f v ^H-i^ittfS?- 

F. Luc y T ^ ^r-y^ -i Ji^'yy ^"^-^M^^ 

R. Luc V^v^Vv-^ — -Iffife^ 

[0 12 01 

@£^J#-^ 1 ; Nhelis J: tHhoIMRl-^J-'f > 'Sr'^tf ^ V 
Se^J#-^2 ; PCRT'v'f-^-T 

I2^J#-t4 ; PCR7'7'f-7-C 

sE^jfi-^ 6 ; mn^Mm V I M 3 5 
0e^j#-^7 ; mmMMmnv i ms 1 2 
@e^j*-^8 ; mMn0.s i rna. s i v ims 5 

@e?ij#-t 9 ; s iRNAx s iVIM812 

iE5?iJ#-^l 0 ; 3>' hn«-;Vs i RNA 
ie^J#-tl 1 ;PCR7'^^"V-VIM-F3-84 
eS^J#-^l 2 ; PCR-/7^-7-VIM-R3-2 7 4 
@B^J#-tl 3 ; PCRT'^-f-^- ACTB-F2-48 
@e^J#-^l 4 ; PCRy^-f-^- ACTB-R2-6 6 4 
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SEQUENCE LISTING 

<110> NAim Yuki; TEI, Kumiko; ZENNO. Shuhei; SAIGO. Kaoru; CellFree Sciences 
Co. , Ltd. 

<120> Method of evaluation for RNAi activities and miRNA activities 
RNA i iS14*5J:t^m i R N AiS'l^cOffF^:^-^ 

<130> PSSA-15490 
<160> 14 

<170> Patentin version 3.1 

<210> 1 

<211> 37 

<212> DNA 

<213> Artificial 

<220> 

<223> Inventor: NAITO. Yuki 
<220> 

<223> Inventor: UI-TEI, Kumiko 
<220> 

<223> Inventor: ZENNO, Shuhei 
<220> 

<223> Inventor: SAIGO, Kaoru 

<220> , ^ T 

<223> oligomer including Nhe I site, EcoRI site and Xho I site 

<400> 1 

gctagccacc atggaattca cgcgtctcga gtctaga ^' 



<210> 2 

<211> 18 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer T 

<400> 2 .g 
aggcactggg caggtgtc 



<210> 3 
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<211> 24 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer T 
<400> 3 

tgctcgaagc attaaccctc acta ^ 



<210> 4 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer C 

<400> 4 

atcaggatga tctggacgaa g 



<210> 5 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer C 

<400> 5 

ctcttcagca atatcacggg t 



<210> 6 

<211> 35 

<212> DNA 

<213> Artificial 

<220> 

<223> target sequence VIM35 

<400> 6 

gaattcgcag gatgttcggc ggcccgggcc tcgag 



<210> 7 
<211> 35 
<212> DNA 
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<213> Artificial 

<220> 

<223> target sequence VIM812 
<400> 7 

gaattcacgt acgtcagcaa tatgaaagtc tcgag 



<210> 8 

<211>' 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA as evaluation subject; siVIM35 

<400> 8 

aggauguucg gcggcccggg c 



<210> 9 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA as evaluation subject; siVIM812 

<400> 9 

guacgucagc aauaugaaag u 



<210> 10 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> Control siRNA; 

<400> 10 

cauucuaucc gcuggaagau 



siControl 



<210> 11 

<211> 20 

<212> DNA 

<213> Artificial 
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<220> 

<223> PCR primer VIM-F3-84 

<400> 11 

gagctacgtg actacgtcca 



<210> 12 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer VIM-R3-274 

<400> 12 

gttcttgaac tcggtgttga t 



<210> 13 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer ACTB-F2-481 

<400> 13 

cacactgtgc ccatctacga 



<210> 14 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> PCR primer ACTB-R2-664 

<400> 14 

gccatctctt gctcgaagtc 



21 



20 



20 
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imm^] mm 
[mil 

pro/enh 




intron 
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[@3] 



PGR fragment 2 



neo 



[ 




pro/enh PAR(F)2 PAR(R)2 polyA 



[114] 



o 

CL 



t 
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[119] 




PCRif-f ^^H& ^ 

[0101 
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mil] 



5* - aggauguucggcggcccgggc -3'^ 
3* - cguccuacaagccgccgggcc -5 



[gil 2] 



5' - guacgucagcaauaugaaagu -3| 
3* - ugcaugcagucguuauacuuu -5 
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1 31 



5'- CAUUCUAUCCGCUGGAAGAUG -3' 
3'- CGGUAAGAUAGGCGACCUUCU -5' 



[H 1 4] 
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101 51 



140 
120 



100 




fflSE#2 004-3122060 



#M 2003-392304 



^-v?: 11/E 



1 6] 



or -VIM 



Of -Yes EGFP 
(Internal Control) (Transfectlon 

Control) 



siControl 



siVIM-812 



siVIM-35 















<• 








• ■ ■ * 
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502424469 
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100113402 
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4,200R 
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50401934345 

g^t 6 8 9 0 
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[1 
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imffxamm] 
mmxitmm} 
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imiSAl 



504420629 

m:^«^E2^^HTB 3 2#6-703-t 

^^^tfc^^M :^ V iJ' ^ > iJ' 

$»A 

100113402 

■M-^M^itm^%^-m 3 T g 7 # 1 2 -i- 



502424492 

rtB mm 



6-4-102 



502424469 

MMUX-Mm-l^R 1-3-1 ^ ^/yX'M 504 
503429733 

ymnX-M^^^^ 2-17-3 :^ V 7 ^^=r - ^ 
2 0 4 



502424458 

m:^W3feE^^4 - 3 1 - 7 



503094117 

^f^jliiiraifemMmE/hSPBr? 5#%1 
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